Mixtures containing approximately 2 µg of each protein (BSA, ADH, and lysozyme), either unstained or prestained with RBBR, were separated by 15% SDS-PAGE, transferred to nitrocellulose membrane and stained with Ponceau S (left panel). The membrane was then incubated as described in Materials & Methods with the indicated mouse sera (right blot). The mice had been immunized first with RBBR-BSA (6 weeks prior to immune serum), followed by a boost with RBBR-ADH (4 weeks prior to immune serum) and a boost with RBBR-lysozyme (10 days prior to immune serum). 
